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ABSTRACT Interindividual variation in the composition of the human gut micro-
biome was examined in relation to demographic and anthropometric traits, and to
changes in dietary saturated fat intake and protein source. One hundred nine
healthy men and women aged 21 to 65, with BMIs of 18 to 36, were randomized,
after a two-week baseline diet, to high (15% total energy [E])- or low (7%E)-
saturated-fat groups and randomly received three diets (four weeks each) in which
the protein source (25%E) was mainly red meat (beef, pork) (12%E), white meat
(chicken, turkey) (12%E), and nonmeat sources (nuts, beans, soy) (16%E). Taxonomic
characterization using 16S ribosomal DNA was performed on fecal samples collected
at each diet completion. Interindividual differences in age, body fat (%), height, eth-
nicity, sex, and alpha diversity (Shannon) were all significant factors, and most sam-
ples clustered by participant in the PCoA ordination. The dietary interventions did
not significantly alter the overall microbiome community in ordination space, but
there was an effect on taxon abundance levels. Saturated fat had a greater effect
than protein source on taxon differential abundance, but protein source had a sig-
nificant effect once the fat influence was removed. Higher alpha diversity predicted
lower beta diversity between the experimental and baseline diets, indicating greater
resistance to change in people with higher microbiome diversity. Our results suggest
that interindividual differences outweighed the influence of these specific dietary
changes on the microbiome and that moderate changes in saturated fat level and
protein source correspond to modest changes in the microbiome.
IMPORTANCE The microbiome has proven to influence health and disease, but how
combinations of external factors affect the microbiome is relatively unknown. Diet
can cause changes, but this is usually achieved by altering macronutrient ratios and
has not focused on dietary protein source or saturated fat intake levels. In addition,
each individual’s unique microbiome profile can be an important factor during stud-
ies, and it has even been shown to affect therapeutic outcomes. We show here that
the effects of individual differences outweighed the effect of experimental diets and
that protein source is less influential than saturated fat level. This suggests that fat
and protein composition, separate from macronutrient ratio and carbohydrate com-
position, is an important consideration in dietary studies.
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Dietary influences are mediated in part by the gut microbes, which consist ofhundreds of different bacterial species as well as fungi and viruses. These microbes
metabolize certain dietary components, including complex carbohydrates that are
otherwise indigestible, and produce hundreds of novel molecules, some of which are
absorbed into the circulation and have physiologic or disease-related effects (1–3). One
of the complicating factors in assessing the effects of a particular diet is that the
individual components can interact in synergistic or antagonistic ways (4–7).
No studies in humans have investigated the interacting effects of dietary protein
source and saturated fat level on the microbiome. Many have compared diets differing
in ratios of macronutrients (e.g., proteins, fats, carbohydrates) without investigating the
effects of specific nutrient groups. Indigestible carbohydrates are considered the
primary resource for intestinal microbes (1, 8) and can change the microbiome (9, 10),
while proteins are an important nitrogen source (11). Fat is generally considered to be
less important to the metabolism of microbes (11), but dissimilar effects of saturated fat
and fish oil on the microbiome suggest that there may be an effect through other
mechanisms (2, 12) and that fat quality is an important consideration in dietary studies.
Moreover, interindividual differences increase the complexity and uniqueness of the
microbiome with factors such as sex (13, 14), age (15, 16), genetics (17), ethnicity (18,
19), obesity (20–22), medications (23, 24), and previous dietary habits (25, 26) being
important. It is not uncommon for the unique microbiome profile inherent to the
individual to remain during dietary interventions (9, 27), especially short-term ones,
because it is difficult to overwhelm historical effects on the microbiome (25). It has also
been shown that the response to dietary challenges depends in part on the microbiota
that are present in the gut (28–30). Obvious and rapid changes are seen with severe
dietary changes (31), but the experimental diets in the present study reflect realistic
dietary changes within ranges of what is consumed by Americans (32).
This study aimed to determine the interacting effects of dietary saturated fat level
and protein source (beef, chicken, and vegetable) on the microbiome using a random-
ized controlled human dietary intervention trial (Fig. 1). Samples from 109 healthy men
and women who ranged in age (21 to 65 years) and body mass index (18 to 36) were
sequenced using the 16S rRNA gene. Four fecal samples were taken from each
participant: one initial baseline sample and one each after each of the three experi-
mental diets. Diets were well controlled, as 90% of the food was produced and
provided by a metabolic kitchen, and participants were responsible only for the
purchase of small amounts of fresh produce. We report here the effects of the diets on
gut microbiota composition.
RESULTS
Four-week dietary interventions minimally change the microbiome. Overall, the
dietary interventions caused modest changes in the microbiome. Principal-coordinate
analysis with unweighted UniFrac distance displayed no clustering of samples by diet
(Fig. 2). Alpha diversity, which is a measurement of how many taxa are present that also
takes into account the distribution of the taxa (i.e., are the counts evenly distributed or
skewed), trended toward significance comparing saturated fat level (two-way ANOVA,
F 2.97, P 0.088) but not dietary protein source (two-way ANOVA, F 1.27,
P 0.28), and there was no interaction between the two (two-way ANOVA, F 0.73,
P 0.48). Beta diversity represents how much the community changed in comparison
to the baseline diet and was calculated as the distance between the experimental diets
and the baseline diet for each participant. There were no differences in beta diversity
and the Firmicutes/Bacteroidetes ratios (log2).
Saturated fat level was more influential than protein source on taxon abundance.
Differential abundance was modeled using a negative binomial distribution that ac-
counted for sex, age, ethnicity, and diet order, and significance was estimated using
Wald’s test in the DESeq2 package (33). There were 151 differentially abundant OTUs
between low and high saturated fat levels, and 57 were described at the genus level
(Fig. 2). Three OTUs were differentially abundant between the various protein diets, and
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only two were described at the genus level (Fig. 2). To determine the effect of the
changing macronutrient ratio from the baseline diet (Fig. 1), the baseline diet was
compared to the first experimental diet regardless of protein source. This seemed to
have a minimal effect on taxon abundance, as only seven OTUs were determined to be
differentially abundant, further highlighting the unexpected result of the effect of
saturated fat level on microbial abundance.
Demographic and anthropometric traits outweigh dietary interventions and
are significantly associated with overall microbiome community composition. The
strongest influential determinants of microbiome composition and PCoA ordination
were traits describing interindividual variation. Measured and calculated variables were
fit to the ordination as vectors using regression to determine which were significantly
related to the plot sample distribution. Alpha diversity had the strongest association
with microbiome composition and PCoA ordination (r2  0.48, P 0.001) (Fig. 3A), but
beta diversity was also highly significant (r2  0.50, P 0.001) (Fig. 3B). The Firmicutes/
Bacteroidetes ratio (log2) (r2  0.35, P 0.004), age (r2  0.12, P 0.001) (Fig. 3C) and
height (r2  0.09, P 0.005) were significantly associated with PCoA ordination.
Interindividual differences outweighed the diets, and most samples clustered by par-
ticipant (PERMANOVA, F 6.38, P 0.001) (Fig. 3F).
Sex displayed significant grouping as assessed by nonparametric multivariate anal-
ysis of variance (PERMANOVA, F 4.33, P 0.001) (Fig. 3D). This test is sensitive to
FIG 1 Study design and dietary composition breakdown of APPROACH study. All participants were put on a
baseline diet for 2 weeks and then separated into low- and high-saturated-fat groups for the experimental
diets. Within the fat group, the protein diets were randomized to create a split-plot design, meaning that
participants received all protein treatments but only one fat level. Experimental diets lasted 4 weeks with a
2-week, but up to 7-week, washout period where participants ate their home diet. Levels are based on
compositional analysis of 10,460-kJ four-day rotating menus. Protein and fiber were calculated values (Nutrition
Data System for Research, University of Minnesota) to include adjustments of compositional analysis of daily
menus.
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group dispersion and location within the ordination and therefore is able to identify if
clustering occurred. Eighty-four OTUs were differentially abundant between the sexes
on the baseline diet when adjusting for age and ethnicity (Fig. 4A), but there were no
differences in alpha and beta diversity. There were no interaction effects between sex
and saturated fat level or dietary protein source. Males had a significantly higher
Firmicutes/Bacteroidetes ratio (log2) on both the baseline (ANOVA, F 14.97,
P 0.0001) and experimental diets (three-way ANOVA, F 8.72, P 0.0039).
Ethnicity was another factor significantly influencing the ordination (PERMANOVA,
F 4.75, P 0.001) (Fig. 3E). When comparing the three major groups of whites, Asians,
and African Americans, alpha diversity (Shannon index) between groups was signifi-
cantly different on both the baseline diet (ANOVA, F 4.76, P 0.0110) and the
experimental diets (three-way ANOVA, F 4.60, P 0.0126). On the baseline diet, the
greatest diversity was in African Americans (3.98 0.36), then whites (3.70 0.48), and
lastly Asians (3.45 0.55), and values were not significantly different compared to
experimental diets. When comparing the two largest groups of whites and Asians on
the baseline diet, there were 90 significantly different OTUs (Fig. 4B). The Human
Microbiome Project data indicated that ethnicity correlated with various microbiome
traits (34); however, the utility of American ethnicity has been questioned because it
incorporates social/economic/cultural differences that cannot be separated from ge-
Non_Meat
Red_Meat
White_Meat
FIG 2 Overall dietary influence on the microbiome. Unweighted UniFrac PCoA data of fecal samples from 109 participants are labeled by (A) saturated fat level
and (B) protein diet. Differentially abundant OTUs between (C) saturated fat level and (D) protein diet were determined by DESeq2 using age, sex, ethnicity,
and diet order as covariates. Significant OTUs with P values (Benjamini-Hochberg corrected) that are described at the genus level are displayed as relative
abundance within each diet.
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netics in their influence on the microbiome (18). Therefore, we consider ethnicity a
“meta-trait” that incorporates all of these mentioned factors.
Individual traits are correlated with microbiome genera. Correlations between
genera and individual traits were estimated using nonparametric Spearman correlation,
and significance was estimated by permuting (n  9,999) all four participant samples
to account for nonindependence of samples taken from the same participant. Results
were organized into heat maps with hierarchical clustering. Of the physical character-
istics, the greatest number of significant correlations were with age (years) (11 genera),
body fat (%) (9 genera), and height (cm) (7 genera), while waist (cm) and hip (cm)
measurements had no significant results (Fig. 5). Haemophilus was most significantly
related to age (rho  0.28, P 0.0009), and then Bifidobacterium (rho  0.31,
P 0.0014), which is known to correlate strongly with age (15, 35). Faecalibacterium
(rho  0.26, P 0.007) and Roseburia (rho  0.22, P 0.01) were also significant
and found to be characteristic of older people (36), but Akkermansia (rho  0.28,
P 0.0028) and Haemophilus are novel associations with age because they have not
been seen previously (15). Height has been observed to correlate with the microbiome
(37), but mechanisms explaining this are unexplored. Percent body fat had many
significant correlations, and the overall pattern was similar to that of age, but it was
disparate from other body measurements like BMI and weight. The microbiome is
known to play a role in obesity (20, 22, 38), but studies rarely report both body fat (%)
and BMI.
Protein source effect on the microbiome was masked by saturated fat level.
Dietary protein source influenced the microbiome, but it was apparent only once data
were analyzed separately for high and low saturated fat intake. Once separated, many
OTUs were determined to be differentially abundant with a greater number of differ-
ences found within the high-saturated-fat group (Table 1). The common number of
FIG 3 Participant characteristics outweighed dietary interventions and drove overall microbiome community composition. Continuous traits were fit to the
ordination as vectors using regression, and (A) alpha diversity (P 0.001), (B) beta diversity (P 0.001), and (C) age (P 0.001) were the most influential.
Categorical variables were tested with nonparametric multivariate analysis of variance (PERMANOVA) to determine if variables were clustered significantly
differently, and (D) sex (P 0.001), (E) ethnicity (P 0.001), and (F) participant (P 0.001) were significant. Dashed lines for sex represent 95% confidence
interval from the centroid of the cluster. Polygons connect all of the samples from one participant.
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OTUs between all three protein source comparisons within low-saturated-fat (76 OTUs)
and high-saturated-fat (145 OTUs) groups was greater than half of the identified OTUs,
which suggests that these microbes were responding to any change of protein source
rather than a particular dietary protein. Of these common OTUs, 19 were consistent
between the low and high saturated fat levels and were designated “protein-sensitive
OTUs” because they responded regardless of saturated fat level (Fig. 6). Protein source
has been shown to alter the microbiome composition, and Bacteroides and Sutterella
were two commonly changed taxa between this study and one conducted with rats
(39).
Microbiome diversity influences response to experimental diet. Diversity is an
important characteristic of a microbial community that has been associated with health
status (40) and response to treatment (41). We found a strong negative relationship
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FIG 4 Differentially abundant OTUs between sex (A) and ethnicity (B) are displayed at the genus level. Significance was
determined with DESeq2 and accounted for age, diet, diet order, saturated fat level, and sex or ethnicity.
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between alpha and beta diversity using a linear mixed model fit by restricted maximum
likelihood where saturated fat level and protein diet were random effects and sex,
ethnicity, and participant were fixed effects (r 0.88, P 0.0125) (Fig. 7). Higher alpha
diversity predicted that communities changed less in response to the experimental
diets, which has been observed previously in studies focused on starch and weight loss
(42, 43).
DISCUSSION
The experimental diets had a modest effect on the microbiome, and protein source
was not as influential as saturated fat level. This is consistent with previous studies
demonstrating that microbiota compositions are resistant to short-term interventions
with long-term dietary patterns being the most influential (25, 27). The rapid changes
observed in other studies may have resulted from comparing diets differing starkly in
FIG 5 Microbiota are correlated with physical traits. Correlations between genera and traits were
conducted using nonparametric Spearman correlation and organized into heat maps with hierarchical
clustering. P values were determined by permuting by participant, and significant correlations are
designated with asterisks representing P values where *** is 0.001, ** is 0.001 to 0.01, and * is 0.01 to
0.05.
TABLE 1 Differentially abundant OTUs between protein sources
Diet comparison
No. of OTUs
All data
Saturated fat level
Low High
Red meat vs nonmeat 3 115 203
White meat vs nonmeat 1 145 198
Red meat vs white meat 0 130 240
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macronutrient ratio and food source (e.g., all plant or all animal) (31, 44). The experi-
mental diets within this study were structured so the macronutrient ratios remained
consistent and the levels created a diet sustainable for weeks. In addition, the focus was
on altering nutrient sources of protein and saturated fat, not the critical fuel resource
of microbial accessible carbohydrates (MACs) that can dramatically influence the
microbiome (8). Due to a maintained macronutrient ratio and focus on nutrients that
are not a central microbial resource, 4 weeks may not have been enough time to
observe the less-direct effects of these dietary changes. In addition, small shifts may not
have been captured by our taxonomic resolution because shifts from fiber were
observed at the species level (45), which is a taxonomic level not well captured with our
methods. This makes the differences that are seen very interesting.
FIG 6 “Protein-sensitive” OTUs were determined to respond to any change in protein source regardless of saturated fat level. Differentially abundant OTUs
between each protein diet were determined with DESeq2 and accounted for age, diet order, saturated fat level, sex, and ethnicity. OTUs that were differentially
abundant in all comparisons of protein source were determined to be “protein sensitive.”
FIG 7 Alpha diversity predicts beta diversity. Linear mixed model using age, sex, ethnicity, saturated fat
level, and protein diet as covariates was significant (r2  0.87, P value  0.015). Beta diversity was
calculated as the distance between the baseline diet and each experimental diet (three per person) for
each participant.
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Associations with interindividual differences outweighed the effects of the experi-
mental diets. Many variables influenced the microbiome, and this highlights how
sensitive the microbiome is to the accumulation of factors other than diet. In fact, two
large-scale population studies identified 69 and 126 factors relating to interindividual
and health traits that correlated with the microbiome (37, 46). This could help explain
why it is common to see samples from a participant cluster together and for variability
to be greater between individuals rather than within the same individual (9, 47). In
addition, this difference in initial microbiome composition can influence the physio-
logical effect of specific foods (29, 30) and the response to dietary interventions (9, 42).
There are many individual traits that can exert an effect on the microbiome. Sex
differences within the microbiome are a debated topic because there are reports both
supporting and refuting this notion, but it is likely that other variables such as diet, age,
and genotype (14, 34, 48) are masking a real sex effect. When these sources of
variability were controlled for in mice, there was a clear effect of sex on the microbiome
that included diet interactions and was mediated, in part, by sex hormones (14).
Obesity is another trait associated with the microbiome (22) where consistency has
been questioned (38). Obesity is most commonly defined by BMI, but the calculation
does not take into account body composition, and here, it appears body fat (%) has a
stronger relationship with the microbiome. It is possible that the mechanism is related
to levels of systemic inflammation because both body fat and aging (49) have been
associated with increased inflammation, and inflammation has been correlated with
microbiome changes (50–52). In fact, exceptionally healthy old Chinese individuals had
similar microbiomes as healthy young people (53), suggesting that health status, not
age, may be the most important. Aging has been associated with changing taxa, but
diversity appears to be stable within adults (15, 16, 54) until about 80 years of age,
when it starts to decrease (15). The range in this study was 21 to 65 years old, and alpha
diversity did not significantly change. All of these traits appear to be important factors
in shaping the microbiome.
One of the most important qualities of the microbiome is diversity, as it has been
associated with metabolic and physiologic health, inflammation, and even response to
inflammatory bowel disease therapy (55, 56). A common observation is that higher
diversity is more beneficial, which follows the ecological theory that increased diversity
provides greater functional resilience to perturbations. We observed that higher alpha
diversity predicted less change in the microbiome in response to experimental diets.
Similarly, when participants on a resistant starch and weight loss diet were stratified as
responders or nonresponders, the nonresponders had higher diversity (43). In addition,
dietary interventions were successful in increasing low gene richness and clinical
phenotypes (42), further supporting the idea that decreased diversity is a less optimal
state.
Although dietary effects were outweighed by other factors, surprisingly, saturated
fat level had more of an effect than protein source. Bacteria can use protein directly as
a nitrogen source while fat is not considered an energy resource (11). The strongest
argument in support of this observation is that dietary fat requires oxygen to be
metabolized and the gut microbiota is dominated by strict anaerobes (57). However,
bacteria can break down polyunsaturated fatty acids, and intermediates are found in
host tissues (58). It is also known that some fatty acids have antimicrobial properties
(57, 59). While utilizing fat as an energy source may be atypical for bacteria, there may
be other ways in which bacteria can interact with fat that lead to a microbial commu-
nity response.
Levels of saturated fat and monounsaturated fat were both altered in this study,
suggesting that the ratio of these fatty acids rather than the overall fat amount may
affect the microbiome. This is important because in many studies microbial changes
associated with high-fat diets were achieved by concurrently reducing the amount of
carbohydrate/fiber in the diet (60, 61). This reduction in microbial substrate, along with
an indifference to fat profile, may confound the relationship between gut microbiota
and dietary fat. When the amount of fat was held constant but fat sources of palm,
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olive, and safflower oil were compared, community composition changed and increases
in obesogenic traits were associated with high saturated fat (62, 63). It may be that
specific compounds within the fat sources are responsible for these effects because
linoleic acid and oleic acid supplementation reduced body weight and visceral fat mass
along with microbial taxa (64, 65). Other possible influences are fat-soluble vitamins
and polyphenols. In addition, the microbiome has been reported to indirectly affect
host lipid metabolism through short-chain fatty acid production and bile acid regula-
tion (66). The relationship between dietary fat and the microbiome is clearly compli-
cated and still not fully understood.
In conclusion, saturated fat level had a modest effect on the microbiome and
masked a slight effect of dietary protein source. Our findings suggest that fat profile
should be a consideration in reference to the microbiome. The influence of interindi-
vidual differences was greater than that of dietary interventions, but it is likely that
longer periods of intervention would be needed to observe more significant changes.
Moreover, the experimental diets were not focused on the main microbial resource,
carbohydrates. Taken together, our findings provide evidence that shorter-term mod-
erate dietary changes lead to a modest response of the microbiome, and that the
resistance to change increases with microbial diversity.
MATERIALS AND METHODS
Study design. The present study is part of the larger Animal and Plant PROtein and Cardiovascular
Health (APPROACH) study. It was conducted, with IRB approval, to determine the interacting effects of
saturated fat level and protein source on markers of cardiovascular disease risk, using a standardized
baseline diet and six experimental diets. The baseline diet reflected the macronutrient ratio of the
average American diet (67), while the experimental diets had reduced carbohydrate and elevated protein
levels chosen based on previously shown therapeutic benefits of changing macronutrient ratios on
cardiovascular disease risk (68). Results relating cardiovascular disease traits to the microbiome are not
discussed here.
All participants (n  109) first consumed a 2-week baseline diet and then three experimental diets
in a split-plot design. They were randomly assigned to either low (7%E)- or high (15%E)-saturated-fat
groups (Fig. 1). Fat level differences were created by altering amounts of high-fat dairy and butter, and
only 2% to 3%E came from lean meat or tropical oils when on the nonmeat diet. Within each fat group,
participants consumed, in random order, three isocaloric diets with 12%E derived from different protein
sources: nonmeat (legumes, nuts, grains, isoflavone-free soy products), lean cuts of red meat (11%E beef,
1%E pork), or white meat (8%E chicken, 4%E turkey). The remaining protein source in all diets (13%E)
consisted of eggs, dairy, and vegetable protein. All fish, seafood, and processed meats were excluded
from the diets, and grain-finished beef was used because it comprises 96% of the U.S. beef market (69).
Each experimental diet was consumed for 4 weeks, with a two-week, but up to seven-week, washout
period between diets where participants ate their regular home diets (Fig. 1). Experimental diets were
prepared by the Bionutrition Unit of the University of California, San Francisco Clinical and Translational
Studies Institute using 4-day rotating menus. Dietary compliance was determined during the second
week of the baseline diet and third week of each experimental diet by measuring 24-h urinary nitrogen
and creatinine levels (Quest Diagnostics). Fecal samples were collected at the completion of all four diets
and kept frozen until analyzed. Further details can be found in the work of N. Bergeron, S. Chiu, P. T.
Williams, S. King, and R. M. Krauss (submitted for publication).
Samples were available from 109 participants, and ethnicity was self reported using categories of
white (n  60), Asian (n  20), African American (n  13), Native American (n  1), Pacific Islander (n 
1), white/Native American (n  6), white/African American/Native American (n  2), or unreported (n 
6). For analyses, all reported groups except white, Asian, and African American were combined to form
an “other” category (n  10).
DNA extraction, library preparation, and sequencing. Microbial DNA extraction and sequencing
were adapted from the methods developed for the NIH-Human Microbiome Project (34). DNA was
extracted from human feces using a MoBio Power Soil DNA extraction kit (MoBio, Carlsbad, CA). DNA of
the V4 hypervariable region of the 16S rRNA gene was amplified with barcoded primers (515f and 806r
[70]) in triplicate using the 5 PRIME HotMasterMix (VWR). Products were quantified with Quant-iT
PicoGreen dsDNA assay kit (Thermo Fisher), and samples were combined in equal amounts (250 ng per
sample) to be purified with the UltraClean PCR cleanup kit (Mo Bio). Pooled amplicons were sequenced
on the Illumina HiSeq 2500 platform over two lanes to generate single-end reads. Postquality filtering
and removing OTUs representing 0.005% of all OTUs to reduce the sparsity of the data set generated
109,811,869 total reads, with an average of 255,906 reads per sample. Nineteen samples had less than
1,000 reads and were removed, as they were considered unsuccessfully sequenced.
16S microbial data were processed using QIIME version 1.9.1 (71). Barcodes were matched to FASTQ
files and then removed (72). Similar sequences (97%) were combined into operational taxonomic units
(OTU) using open picking (73) with SUMACLUST (74, 75). Representative sequences for each OTU were
aligned using PyNAST (76). The lanemaskPH was used to screen out the hypervariable regions, and OTUs
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were classified with the Greengenes database (77). Samples were rarefied (78, 79) to a depth of 74,457,
which removed three samples and resulted in a total of 410 samples used for analyses.
Statistical analyses. Microbiome communities were visualized using unweighted UniFrac (80) with
principal-coordinate analysis (PCoA) using the phyloseq package (81). Differences among groups were
tested using nonparametric multivariate analysis of variance (PERMANOVA) (82). Continuous variables
were fit to the PCoA ordination by regression using the envfit function in the vegan R package (83), and
P values were determined using 999 permutations. Beta diversity representing microbiome change in
response to the experimental diets was calculated as the distance between the experimental diets and
baseline diet in ordination space. Alpha diversity was assessed using the Shannon diversity index, which
takes into account richness and evenness, that is, if few taxa dominate the community or many taxa are
evenly represented. Analysis of variance (ANOVA) with Tukey post hoc tests to correct for multiple
comparisons was used to detect significant differences in measured traits. Mixed models using a fixed
effect for each participant were included when appropriate. Differential abundance was determined on
nonrarefied data normalized by size factors estimated by the median-of-ratios method using a negative
binomial Wald test that uses standard maximum likelihood estimates for generalized linear model
coefficients. P values were corrected for multiple comparisons using the Benjamini-Hochberg method,
and alpha was set to 0.01 using the DESeq2 R package (84) on nonrarefied data as suggested (78, 79).
Correlations between genera and traits were estimated using nonparametric Spearman correlation, and
P values were estimated by permuting (n  9,999) all four participant samples to account for noninde-
pendence using the permute R package (85). Samples for correlations (n 344) were included from only
participants (n  86) who had all four samples to allow for permutations. All analyses were conducted
in R v 3.3.2.
Data accessibility. Sequencing data have been deposited in the NCBI Sequence Read Archive under
the accession number PRJNA498128.
ACKNOWLEDGMENTS
This project was supported in part by NIH (National Institutes of Health) research
grant R01 HL106003-02 and 02S1 funded by the Office for Research of Women’s Health,
Office of the Director, NIH, and the National Heart, Lung, and Blood Institute. The
project support was awarded to N.B., R.M.K., and UCSF Clinical and Translational Science
Unit (UL1 TR000004). Downstream sample processing and analyses were supported by
NIH (HL28481, HL30568, DK007789) and by The Procter & Gamble Company, and S.L.H.
and W.H.W.T. were supported by DK106000 and HL126827. J.M.L. was supported by NIH
T32 DK007789. I.K. is supported in part by DK077162, the Allan Smidt Charitable Fund,
and the Factor Family Foundation Chair in Nephrology.
We also thank Margarete Mehrabian, Sharda Charugundla, Barbara Sullivan, Jennifer
Buffa, and Sarah King for assisting in logistics of the study, collecting data, and
processing samples.
R.M.K. and N.B. were co-PIs of the APPROACH study and responsible for design and
implementation, and S.L.H. and W.H.W.T. aided sample procurement and processing.
J.M.L. generated, analyzed, and interpreted 16S data. J.M.L. and A.J.L. wrote the
manuscript. C.P. and R.M.C. provided statistical and analysis support. R.M.K. and I.K.
provided insight on structuring the manuscript, and all authors contributed to manu-
script completion.
The authors declare no conflict of interest but would like to disclose the following
industry affiliations. S.L.H. is named as co-inventor on pending and issued patents held
by the Cleveland Clinic relating to cardiovascular diagnostics and therapeutics, and has
the right to receive royalty payment for inventions or discoveries related to cardiovas-
cular diagnostics or therapeutics from Cleveland Heart Lab, Quest Diagnostics, and
Procter & Gamble. S.L.H. also reports having been paid as a consultant from Procter &
Gamble, and having received research funds from Procter & Gamble and Roche.
J.C.G.-G. is an employee of Procter & Gamble and is named as co-inventor on patents
relevant to gut microbiome.
REFERENCES
1. Sonnenburg ED, Sonnenburg JL. 2014. Starving our microbial self: the
deleterious consequences of a diet deficient in microbiota-accessible
carbohydrates. Cell Metab 20:779–786. https://doi.org/10.1016/j.cmet
.2014.07.003.
2. Caesar R, Tremaroli V, Kovatcheva-Datchary P, Cani PD, Bäckhed F. 2015.
Crosstalk between gut microbiota and dietary lipids aggravates WAT
inflammation through TLR signaling. Cell Metab 22:658–668. https://doi
.org/10.1016/j.cmet.2015.07.026.
3. Senghor B, Sokhna C, Ruimy R, Lagier J-C. 2018. Gut microbiota diversity
according to dietary habits and geographical provenance. Hum Micro-
biome J 7-8:1–9. https://doi.org/10.1016/j.humic.2018.01.001.
4. Zhang S, Yang J, Henning SM, Lee R, Hsu M, Grojean E, Pisegna R, Ly A,
Individual Traits, Fat, and Protein Affect Microbiome ®
November/December 2018 Volume 9 Issue 6 e01604-18 mbio.asm.org 11
Heber D, Li Z. 2017. Dietary pomegranate extract and inulin affect gut
microbiome differentially in mice fed an obesogenic diet. Anaerobe
48:184–193. https://doi.org/10.1016/j.anaerobe.2017.08.017.
5. Kubena KS, McMurray DN. 1996. Nutrition and the immune system: a
review of nutrient–nutrient interactions. J Am Diet Assoc 96:1156–1164.
https://doi.org/10.1016/S0002-8223(96)00297-0.
6. Neyrinck AM, Possemiers S, Verstraete W, De Backer F, Cani PD, Delzenne
NM. 2012. Dietary modulation of clostridial cluster XIVa gut bacteria
(Roseburia spp.) by chitin–glucan fiber improves host metabolic altera-
tions induced by high-fat diet in mice. J Nutr Biochem 23:51–59. https://
doi.org/10.1016/j.jnutbio.2010.10.008.
7. Mangravite LM, Chiu S, Wojnoonski K, Rawlings RS, Bergeron N, Krauss
RM. 2011. Changes in atherogenic dyslipidemia induced by carbohy-
drate restriction in men are dependent on dietary protein source. J Nutr
141:2180–2185. https://doi.org/10.3945/jn.111.139477.
8. Sonnenburg ED, Smits SA, Tikhonov M, Higginbottom SK, Wingreen NS,
Sonnenburg JL. 2016. Diet-induced extinctions in the gut microbiota
compound over generations. Nature 529:212–215. https://doi.org/10
.1038/nature16504.
9. Walker AW, Ince J, Duncan SH, Webster LM, Holtrop G, Ze X, Brown D,
Stares MD, Scott P, Bergerat A, Louis P, McIntosh F, Johnstone AM,
Lobley GE, Parkhill J, Flint HJ. 2011. Dominant and diet-responsive
groups of bacteria within the human colonic microbiota. ISME J
5:220–230. https://doi.org/10.1038/ismej.2010.118.
10. Maier TV, Lucio M, Lee LH, VerBerkmoes NC, Brislawn CJ, Bernhardt J,
Lamendella R, McDermott JE, Bergeron N, Heinzmann SS, Morton JT,
González A, Ackermann G, Knight R, Riedel K, Krauss RM, Schmitt-
Kopplin P, Jansson JK. 2017. Impact of dietary resistant starch on the
human gut microbiome, metaproteome, and metabolome. mBio
8:e01343-17. https://doi.org/10.1128/mBio.01343-17.
11. Holmes AJ, Chew YV, Colakoglu F, Cliff JB, Klaassens E, Read MN,
Solon-Biet SM, McMahon AC, Cogger VC, Ruohonen K, Raubenheimer D,
Le Couteur DG, Simpson SJ. 2017. Diet-microbiome interactions in
health are controlled by intestinal nitrogen source constraints. Cell
Metab 25:140–151. https://doi.org/10.1016/j.cmet.2016.10.021.
12. Lam YY, Ha CWY, Hoffmann JMA, Oscarsson J, Dinudom A, Mather TJ,
Cook DI, Hunt NH, Caterson ID, Holmes AJ, Storlien LH. 2015. Effects of
dietary fat profile on gut permeability and microbiota and their rela-
tionships with metabolic changes in mice. Obesity 23:1429–1439.
https://doi.org/10.1002/oby.21122.
13. Markle JGM, Frank DN, Mortin-Toth S, Robertson CE, Feazel LM, Rolle-
Kampczyk U, von Bergen M, McCoy KD, Macpherson AJ, Danska JS. 2013.
Sex differences in the gut microbiome drive hormone-dependent reg-
ulation of autoimmunity. Science 339:1084–1088. https://doi.org/10
.1126/science.1233521.
14. Org E, Mehrabian M, Parks BW, Shipkova P, Liu X, Drake TA, Lusis
AJ. 2016. Sex differences and hormonal effects on gut microbiota com-
position in mice. Gut Microbes 7:313–322. https://doi.org/10.1080/
19490976.2016.1203502.
15. Yatsunenko T, Rey FE, Manary MJ, Trehan I, Dominguez-Bello MG, Con-
treras M, Magris M, Hidalgo G, Baldassano RN, Anokhin AP, Heath AC,
Warner B, Reeder J, Kuczynski J, Caporaso JG, Lozupone CA, Lauber C,
Clemente JC, Knights D, Knight R, Gordon JI. 2012. Human gut micro-
biome viewed across age and geography. Nature 486:222–227. https://
doi.org/10.1038/nature11053.
16. Odamaki T, Kato K, Sugahara H, Hashikura N, Takahashi S, Xiao J, Abe F,
Osawa R. 2016. Age-related changes in gut microbiota composition from
newborn to centenarian: a cross-sectional study. BMC Microbiol 16:90.
https://doi.org/10.1186/s12866-016-0708-5.
17. Goodrich JK, Waters JL, Poole AC, Sutter JL, Koren O, Blekhman R,
Beaumont M, Van Treuren W, Knight R, Bell JT, Spector TD, Clark AG, Ley
RE. 2014. Human genetics shape the gut microbiome. Cell 159:789–799.
https://doi.org/10.1016/j.cell.2014.09.053.
18. Fortenberry JD. 2013. The uses of race and ethnicity in human micro-
biome research. Trends Microbiol 21:165–166. https://doi.org/10.1016/j
.tim.2013.01.001.
19. Gupta VK, Paul S, Dutta C. 2017. Geography, ethnicity or subsistence-
specific variations in human microbiome composition and diversity.
Front Microbiol 8:1162. https://doi.org/10.3389/fmicb.2017.01162.
20. Ley RE, Bäckhed F, Turnbaugh P, Lozupone CA, Knight RD, Gordon JI.
2005. Obesity alters gut microbial ecology. Proc Natl Acad Sci U S A
102:11070–11075. https://doi.org/10.1073/pnas.0504978102.
21. Turnbaugh PJ, Ley RE, Mahowald MA, Magrini V, Mardis ER, Gordon JI.
2006. An obesity-associated gut microbiome with increased capacity for
energy harvest. Nature 444:1027–1031. https://doi.org/10.1038/nature
05414.
22. Turnbaugh PJ, Hamady M, Yatsunenko T, Cantarel BL, Duncan A, Ley RE,
Sogin ML, Jones WJ, Roe BA, Affourtit JP, Egholm M, Henrissat B, Heath
AC, Knight R, Gordon JI. 2009. A core gut microbiome in obese and lean
twins. Nature 457:480–484. https://doi.org/10.1038/nature07540.
23. Imhann F, Bonder MJ, Vich Vila A, Fu J, Mujagic Z, Vork L, Tigchelaar EF,
Jankipersadsing SA, Cenit MC, Harmsen HJM, Dijkstra G, Franke L, Xavier
RJ, Jonkers D, Wijmenga C, Weersma RK, Zhernakova A. 2016. Proton
pump inhibitors affect the gut microbiome. Gut 65:740–748. https://doi
.org/10.1136/gutjnl-2015-310376.
24. Rogers MAM, Aronoff DM. 2016. The influence of non-steroidal anti-
inflammatory drugs on the gut microbiome. Clin Microbiol Infect 22:
178.e1–178.e9. https://doi.org/10.1016/j.cmi.2015.10.003.
25. Wu GD, Chen J, Hoffmann C, Bittinger K, Chen Y-YY, Keilbaugh SA,
Bewtra M, Knights D, Walters WA, Knight R, Sinha R, Gilroy E, Gupta K,
Baldassano R, Nessel L, Li H, Bushman FD, Lewis JD. 2011. Linking
long-term dietary patterns with gut microbial enterotypes. Science 334:
105–108. https://doi.org/10.1126/science.1208344.
26. Griffin NW, Ahern PP, Cheng J, Heath AC, Ilkayeva O, Newgard CB,
Fontana L, Gordon JI. 2017. Prior dietary practices and connections to a
human gut microbial metacommunity alter responses to diet interven-
tions. Cell Host Microbe 21:84–96. https://doi.org/10.1016/j.chom.2016
.12.006.
27. Xu Z, Knight R. 2015. Dietary effects on human gut microbiome diversity.
Br J Nutr 113:S1–S5. https://doi.org/10.1017/S0007114514004127.
28. Org E, Parks BW, Joo JWJ, Emert B, Schwartzman W, Kang EY, Mehrabian
M, Pan C, Knight R, Gunsalus R, Drake TA, Eskin E, Lusis AJ. 2015. Genetic
and environmental control of host-gut microbiota interactions. Genome
Res 25:1558–1569. https://doi.org/10.1101/gr.194118.115.
29. Zeevi D, Korem T, Zmora N, Israeli D, Rothschild D, Weinberger A,
Ben-Yacov O, Lador D, Avnit-Sagi T, Lotan-Pompan M, Suez J, Mahdi JA,
Matot E, Malka G, Kosower N, Rein M, Zilberman-Schapira G, Dohnalová
L, Pevsner-Fischer M, Bikovsky R, Halpern Z, Elinav E, Segal E. 2015.
Personalized nutrition by prediction of glycemic responses. Cell 163:
1079–1094. https://doi.org/10.1016/j.cell.2015.11.001.
30. Korem T, Zeevi D, Zmora N, Weissbrod O, Bar N, Lotan-Pompan M,
Avnit-Sagi T, Kosower N, Malka G, Rein M, Suez J, Goldberg BZ, Wein-
berger A, Levy AA, Elinav E, Segal E. 2017. Bread affects clinical param-
eters and induces gut microbiome-associated personal glycemic re-
sponses. Cell Metab 25:1243–1253. https://doi.org/10.1016/j.cmet.2017
.05.002.
31. David LA, Maurice CF, Carmody RN, Gootenberg DB, Button JE, Wolfe BE,
Ling AV, Devlin AS, Varma Y, Fischbach MA, Biddinger SB, Dutton RJ,
Turnbaugh PJ. 2014. Diet rapidly and reproducibly alters the human gut
microbiome. Nature 505:559–563. https://doi.org/10.1038/nature12820.
32. Connors P. 2016. Dietary guidelines 2015–2020. J Nutr Educ Behav
48:518. https://doi.org/10.1016/j.jneb.2016.04.389.
33. Love MI, Huber W, Anders S. 2014. Moderated estimation of fold change
and dispersion for RNA-Seq data with DESeq2. Genome Biol. 15:550.
https://doi.org/10.1186/s13059-014-0550-8.
34. Human Microbiome Project Consortium. 2012. Structure, function and
diversity of the healthy human microbiome. Nature 486:207–214.
https://doi.org/10.1038/nature11234.
35. Arboleya S, Watkins C, Stanton C, Ross RP. 2016. Gut bifidobacteria
populations in human health and aging. Front Microbiol 7:1204. https://
doi.org/10.3389/fmicb.2016.01204.
36. Claesson MJ, Jeffery IB, Conde S, Power SE, O’Connor EM, Cusack S,
Harris HM, Coakley M, Lakshminarayanan B, O’Sullivan O, Fitzgerald GF,
Deane J, O’Connor M, Harnedy N, O’Connor K, O’Mahony D, van Sin-
deren D, Wallace M, Brennan L, Stanton C, Marchesi JR, Fitzgerald AP,
Shanahan F, Hill C, Ross RP, O’Toole PW. 2012. Gut microbiota compo-
sition correlates with diet and health in the elderly. Nature 488:178–185.
https://doi.org/10.1038/nature11319.
37. Falony G, Joossens M, Vieira-Silva S, Wang J, Darzi Y, Faust K, Kurilshikov
A, Bonder MJ, Valles-Colomer M, Vandeputte D, Tito RY, Chaffron S,
Rymenans L, Verspecht C, De Sutter L, Lima-Mendez G, D’hoe K, Jonck-
heere K, Homola D, Garcia R, Tigchelaar EF, Eeckhaudt L, Fu J, Henckaerts
L, Zhernakova A, Wijmenga C, Raes J. 2016. Population-level analysis of
gut microbiome variation. Science 352:560–564. https://doi.org/10
.1126/science.aad3503.
38. Walters WA, Xu Z, Knight R. 2014. Meta-analyses of human gut microbes
associated with obesity and IBD. FEBS Lett 588:4223–4233. https://doi
.org/10.1016/j.febslet.2014.09.039.
Lang et al. ®
November/December 2018 Volume 9 Issue 6 e01604-18 mbio.asm.org 12
39. Zhu Y, Shi X, Lin X, Ye K, Xu X, Li C, Zhou G. 2017. Beef, chicken, and soy
proteins in diets induce different gut microbiota and metabolites in rats.
Front Microbiol 8:1395. https://doi.org/10.3389/fmicb.2017.01395.
40. Turnbaugh PJ, Bäckhed F, Fulton L, Gordon JI. 2008. Diet-induced obe-
sity is linked to marked but reversible alterations in the mouse distal gut
microbiome. Cell Host Microbe 3:213–223. https://doi.org/10.1016/j
.chom.2008.02.015.
41. Kootte RS, Levin E, Salojärvi J, Smits LP, Hartstra AV, Udayappan SD,
Hermes G, Bouter KE, Koopen AM, Holst JJ, Knop FK, Blaak EE, Zhao J,
Smidt H, Harms AC, Hankemeijer T, Bergman JJGHM, Romijn HA, Schaap
FG, Olde Damink SWM, Ackermans MT, Dallinga-Thie GM, Zoetendal E,
de Vos WM, Serlie MJ, Stroes ESG, Groen AK, Nieuwdorp M. 2017.
Improvement of insulin sensitivity after lean donor feces in metabolic
syndrome is driven by baseline intestinal microbiota composition. Cell
Metab 26:611–619. https://doi.org/10.1016/j.cmet.2017.09.008.
42. Cotillard A, Kennedy SP, Kong LC, Prifti E, Pons N, Le Chatelier E, Almeida
M, Quinquis B, Levenez F, Galleron N, Gougis S, Rizkalla S, Batto J-M,
Renault P, ANRMicroObes Consortium, Dore J, Zucker J-D, Clement K,
Ehrlich SD. 2013. Dietary intervention impact on gut microbial gene
richness. Nature 500:585–588. https://doi.org/10.1038/nature12480.
43. Salonen A, Lahti L, Salojärvi J, Holtrop G, Korpela K, Duncan SH, Date P,
Farquharson F, Johnstone AM, Lobley GE, Louis P, Flint HJ, de Vos WM.
2014. Impact of diet and individual variation on intestinal microbiota
composition and fermentation products in obese men. ISME J
8:2218–2230. https://doi.org/10.1038/ismej.2014.63.
44. Aguirre M, Eck A, Koenen ME, Savelkoul PHM, Budding AE, Venema K.
2016. Diet drives quick changes in the metabolic activity and composi-
tion of human gut microbiota in a validated in vitro gut model. Res
Microbiol 167:114–125. https://doi.org/10.1016/j.resmic.2015.09.006.
45. Chung WSF, Walker AW, Louis P, Parkhill J, Vermeiren J, Bosscher D,
Duncan SH, Flint HJ. 2016. Modulation of the human gut microbiota by
dietary fibres occurs at the species level. BMC Biol 14:3. https://doi.org/
10.1186/s12915-015-0224-3.
46. Zhernakova A, Kurilshikov A, Bonder MJ, Tigchelaar EF, Schirmer M,
Vatanen T, Mujagic Z, Vila AV, Falony G, Vieira-Silva S, Wang J, Imhann F,
Brandsma E, Jankipersadsing SA, Joossens M, Cenit MC, Deelen P, Swertz
MA, Weersma RK, Feskens EJM, Netea MG, Gevers D, Jonkers D, Franke
L, Aulchenko YS, Huttenhower C, Raes J, Hofker MH, Xavier RJ, Wijmenga
C, Fu J. 2016. Population-based metagenomics analysis reveals markers
for gut microbiome composition and diversity. Science 352:565–569.
https://doi.org/10.1126/science.aad3369.
47. Ursell LK, Clemente JC, Rideout JR, Gevers D, Caporaso JG, Knight R.
2012. The interpersonal and intrapersonal diversity of human-associated
microbiota in key body sites. J Allergy Clin Immunol 129:1204–1208.
https://doi.org/10.1016/j.jaci.2012.03.010.
48. Kovacs A, Ben-Jacob N, Tayem H, Halperin E, Iraqi FA, Gophna U. 2011.
Genotype is a stronger determinant than sex of the mouse gut
microbiota. Microb Ecol 61:423–428. https://doi.org/10.1007/s00248
-010-9787-2.
49. Franceschi C, Bonafè M, Valensin S, Olivieri F, Luca MDE, Ottaviani E,
Benedictis GDE. 2000. Inflammaging: an evolutionary perspective on
immunosenescence. Ann N Y Acad Sci 908:244–254.
50. Lupp C, Robertson ML, Wickham ME, Sekirov I, Champion OL, Gaynor EC,
Finlay BB. 2007. Host-mediated inflammation disrupts the intestinal
microbiota and promotes the overgrowth of Enterobacteriaceae. Cell
Host Microbe 2:119–129. https://doi.org/10.1016/j.chom.2007.06.010.
51. Honda K, Littman DR. 2012. The microbiome in infectious disease and
inflammation. Annu Rev Immunol 30:759–795. https://doi.org/10.1146/
annurev-immunol-020711-074937.
52. Belkaid Y, Hand TW. 2014. Role of the microbiota in immunity and
inflammation. Cell 157:121–141. https://doi.org/10.1016/j.cell.2014.03
.011.
53. Bian G, Gloor GB, Gong A, Jia C, Zhang W, Hu J, Zhang H, Zhang Y, Zhou
Z, Zhang J, Burton JP, Reid G, Xiao Y, Zeng Q, Yang K, Li J. 2017. The gut
microbiota of healthy aged Chinese is similar to that of the healthy
young. mSphere 2:e00327-17. https://doi.org/10.1128/mSphere.00327
-17.
54. Faith JJ, Guruge JL, Charbonneau M, Subramanian S, Seedorf H, Good-
man AL, Clemente JC, Knight R, Heath AC, Leibel RL, Rosenbaum M,
Gordon JI. 2013. The long-term stability of the human gut microbiota.
Science 341:1237439. https://doi.org/10.1126/science.1237439.
55. Le Chatelier E, Nielsen T, Qin J, Prifti E, Hildebrand F, Falony G, Almeida
M, Arumugam M, Batto J-M, Kennedy S, Leonard P, Li J, Burgdorf K,
Grarup N, Jorgensen T, Brandslund I, Nielsen HB, Juncker AS, Bertalan M,
Levenez F, Pons N, Rasmussen S, Sunagawa S, Tap J, Tims S, Zoetendal
EG, Brunak S, Clement K, Dore J, Kleerebezem M, Kristiansen K, Renault
P, Sicheritz-Ponten T, de Vos WM, Zucker J-D, Raes J, Hansen T, MetaHIT
Consortium, Bork P, Wang J, Ehrlich SD, Pedersen O. 2013. Richness of
human gut microbiome correlates with metabolic markers. Nature 500:
541–546. https://doi.org/10.1038/nature12506.
56. Ananthakrishnan AN, Luo C, Yajnik V, Khalili H, Garber JJ, Stevens BW,
Cleland T, Xavier RJ. 2017. Gut microbiome function predicts response to
anti-integrin biologic therapy in inflammatory bowel diseases. Cell Host
Microbe 21:603–610. https://doi.org/10.1016/j.chom.2017.04.010.
57. Cândido FG, Valente FX, Grzes´kowiak ŁM, Moreira APB, Rocha DMUP,
Alfenas RCG. 2018. Impact of dietary fat on gut microbiota and
low-grade systemic inflammation: mechanisms and clinical implica-
tions on obesity. Int J Food Sci Nutr 69:125–143. https://doi.org/10
.1080/09637486.2017.1343286.
58. Kishino S, Takeuchi M, Park S-B, Hirata A, Kitamura N, Kunisawa J, Kiyono
H, Iwamoto R, Isobe Y, Arita M, Arai H, Ueda K, Shima J, Takahashi S,
Yokozeki K, Shimizu S, Ogawa J. 2013. Polyunsaturated fatty acid satu-
ration by gut lactic acid bacteria affecting host lipid composition. Proc
Natl Acad Sci U S A 110:17808–17813. https://doi.org/10.1073/pnas
.1312937110.
59. Desbois AP, Smith VJ. 2010. Antibacterial free fatty acids: activities,
mechanisms of action and biotechnological potential. Appl Microbiol
Biotechnol 85:1629–1642. https://doi.org/10.1007/s00253-009-2355-3.
60. Hildebrandt MA, Hoffmann C, Sherrill-Mix SA, Keilbaugh SA, Hamady M,
Chen Y, Knight R, Ahima RS, Bushman F, Wu GD. 2009. High-fat diet
determines the composition of the murine gut microbiome indepen-
dently of obesity. Gastroenterology 137:1716–1724. https://doi.org/10
.1053/j.gastro.2009.08.042.
61. Turnbaugh PJ, Ridaura VK, Faith JJ, Rey FE, Knight R, Gordon JI. 2009. The
effect of diet on the human gut microbiome: a metagenomic analysis in
humanized gnotobiotic mice. Sci Transl Med 1:6ra14. https://doi.org/10
.1126/scitranslmed.3000322.
62. De Wit N, Derrien M, Bosch-Vermeulen H, Oosterink E, Keshtkar S, Duval
C, de Vogel-van den Bosch J, Kleerebezem M, Müller M, van der Meer R.
2012. Saturated fat stimulates obesity and hepatic steatosis and affects
gut microbiota composition by an enhanced overflow of dietary fat to
the distal intestine. Am J Physiol Liver Physiol 303:G589–G599. https://
doi.org/10.1152/ajpgi.00488.2011.
63. Patterson E, O’Doherty RM, Murphy EF, Wall R, O’Sullivan O, Nilaweera K,
Fitzgerald GF, Cotter PD, Ross RP, Stanton C. 2014. Impact of dietary fatty
acids on metabolic activity and host intestinal microbiota composition
in C57BL/6J mice. Br J Nutr 111:1905–1917. https://doi.org/10.1017/
S0007114514000117.
64. Mujico JR, Baccan GC, Gheorghe A, Díaz LE, Marcos A. 2013. Changes in
gut microbiota due to supplemented fatty acids in diet-induced
obese mice. Br J Nutr 110:711–720. https://doi.org/10.1017/S0007
114512005612.
65. Marques TM, Wall R, O’Sullivan O, Fitzgerald GF, Shanahan F, Quigley EM,
Cotter PD, Cryan JF, Dinan TG, Ross RP, Stanton C. 2015. Dietary trans-10,
cis-12-conjugated linoleic acid alters fatty acid metabolism and micro-
biota composition in mice. Br J Nutr 113:728–738. https://doi.org/10
.1017/S0007114514004206.
66. Matey-Hernandez ML, Williams FMK, Potter T, Valdes AM, Spector TD,
Menni C. 2018. Genetic and microbiome influence on lipid metabolism
and dyslipidemia. Physiol Genomics 50:117–126. https://doi.org/10
.1152/physiolgenomics.00053.2017.
67. Wright JD, Wang C. 2010. Trends in intake of energy and macronutrients
in adults from 1999-2000 through 2007-2008. NCHS Data Brief (49):1–8.
68. Krauss RM, Blanche PJ, Rawlings RS, Fernstrom HS, Williams PT. 2006.
Separate effects of reduced carbohydrate intake and weight loss on
atherogenic dyslipidemia. Am J Clin Nutr 83:1025–1031. https://doi.org/
10.1093/ajcn/83.5.1025.
69. Cheung R, McMahon P. 2017. Back to grass. The market potential for U.S.
grassfed beef. Stone Barns Center for Food and Agriculture, Pocantico
Hills, NY.
70. Caporaso JG, Lauber CL, Walters WA, Berg-Lyons D, Lozupone CA,
Turnbaugh PJ, Fierer N, Knight R. 2011. Global patterns of 16S rRNA
diversity at a depth of millions of sequences per sample. Proc Natl Acad
Sci U S A 108:4516–4522. https://doi.org/10.1073/pnas.1000080107.
71. Lozupone C, Lladser ME, Knights D, Stombaugh J, Knight R. 2011.
UniFrac: an effective distance metric for microbial community compar-
ison. ISME J 5:169–172. https://doi.org/10.1038/ismej.2010.133.
72. Caporaso JG, Kuczynski J, Stombaugh J, Bittinger K, Bushman FD,
Individual Traits, Fat, and Protein Affect Microbiome ®
November/December 2018 Volume 9 Issue 6 e01604-18 mbio.asm.org 13
Costello EK, Fierer N, Peña AG, Goodrich JK, Gordon JI, Huttley GA, Kelley
ST, Knights D, Koenig JE, Ley RE, Lozupone CA, McDonald D, Muegge BD,
Pirrung M, Reeder J, Sevinsky JR, Turnbaugh PJ, Walters WA, Widmann J,
Yatsunenko T, Zaneveld J, Knight R. 2010. QIIME allows analysis of
high-throughput community sequencing data. Nat Methods 7:335–336.
https://doi.org/10.1038/nmeth.f.303.
73. Rideout JR, He Y, Navas-Molina JA, Walters WA, Ursell LK, Gibbons SM,
Chase J, McDonald D, Gonzalez A, Robbins-Pianka A, Clemente JC,
Gilbert JA, Huse SM, Zhou H-W, Knight R, Caporaso JG. 2014. Sub-
sampled open-reference clustering creates consistent, comprehensive
OTU definitions and scales to billions of sequences. PeerJ 2:e545. https://
doi.org/10.7717/peerj.545.
74. Mercier C, Boyer F, Bonin A, Coissac E. 2013. SUMATRA and SUMACLUST:
fast and exact comparison and clustering of sequences, p 27–29. In
Programs and abstracts of the SeqBio 2013 workshop (abstract), GdRBIM
and gdrIM, Montpellier, France.
75. Kopylova E, Navas-Molina JA, Mercier C, Xu ZZ, Mahé F, He Y, Zhou H-W,
Rognes T, Caporaso JG, Knight R. 2016. Open-source sequence clustering
methods improve the state of the art. mSystems 1:e00003-15. https://
doi.org/10.1128/mSystems.00003-15.
76. Caporaso JG, Bittinger K, Bushman FD, DeSantis TZ, Andersen GL,
Knight R. 2010. PyNAST: a flexible tool for aligning sequences to a
template alignment. Bioinformatics 26:266–267. https://doi.org/10
.1093/bioinformatics/btp636.
77. DeSantis TZ, Hugenholtz P, Larsen N, Rojas M, Brodie EL, Keller K, Huber
T, Dalevi D, Hu P, Andersen GL. 2006. Greengenes, a chimera-checked
16S rRNA gene database and workbench compatible with ARB. Appl
Environ Microbiol 72:5069–5072. https://doi.org/10.1128/AEM.03006-05.
78. McMurdie PJ, Holmes S. 2014. Waste not, want not: why rarefying
microbiome data is inadmissible. PLoS Comput Biol 10:e1003531.
https://doi.org/10.1371/journal.pcbi.1003531.
79. Weiss S, Xu ZZ, Peddada S, Amir A, Bittinger K, Gonzalez A, Lozupone C,
Zaneveld JR, Vázquez-Baeza Y, Birmingham A, Hyde ER, Knight R. 2017.
Normalization and microbial differential abundance strategies depend
upon data characteristics. Microbiome 5:27. https://doi.org/10.1186/
s40168-017-0237-y.
80. Lozupone C, Knight R. 2005. UniFrac: a new phylogenetic method for
comparing microbial communities. Appl Environ Microbiol 71:
8228–8235. https://doi.org/10.1128/AEM.71.12.8228-8235.2005.
81. McMurdie PJ, Holmes S. 2013. phyloseq: an R package for reproducible
interactive analysis and graphics of microbiome census data. PLoS One
8:e61217. https://doi.org/10.1371/journal.pone.0061217.
82. Anderson MJ. 2001. A new method for non-parametric multivariate
analysis of variance. Austral Ecol 26:32–46. https://doi.org/10.1111/j
.1442-9993.2001.01070.pp.x.
83. Oksanen J, Blanchet FG, Kindt R, Legendre P, Minchin PR, O’Hara RB,
Simpson GL, Solymos P, Stevens MH, Wagner H. 2015. vegan: commu-
nity ecology package. 2.2-1.
84. Anders S, Huber W. 2010. Differential expression analysis for sequence
count data. Genome Biol 11:R106. https://doi.org/10.1186/gb-2010-11
-10-r106.
85. Simpson GL, R Core Team, Bates DM, Oksanen J. 2016. Permute: func-
tions for generating restricted permutations of data. 0.9-4. CRAN.
Lang et al. ®
November/December 2018 Volume 9 Issue 6 e01604-18 mbio.asm.org 14
